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We have developed a gene transfection method called water-in-oil droplet electroporation (EP) that uses
a dielectric oil and a liquid droplet containing live cells and exogenous DNA. When a cell suspension
droplet is placed between a pair of electrodes, an intense DC electric ﬁeld can induce droplet de-
formation, resulting in an instantaneous short circuit caused by the droplet elongating and contacting
the two electrodes simultaneously. Small transient pores are generated in the cell membrane during the
short, allowing the introduction of exogenous DNA into the cells. The droplet EP was characterized by
varying the following experimental parameters: applied voltage, number of short circuits, type of
medium (electric conductivity), concentration of exogenous DNA, and size of the droplet. In addition, the
formation of transient pores in the cell membrane during droplet EP and the transfection efﬁciency were
evaluated.
& 2016 The Authors. Published by Elsevier B.V. This is an open access article under the CC BY-NC-ND
license (http://creativecommons.org/licenses/by-nc-nd/4.0/).1. Introduction
Electroporation (EP) is the most widely used physical method
for delivering cell-impermeable molecules into cells due to its
versatility and simplicity. EP generates transient pores in the cell
membrane when the transmembrane potential exceeds a critical
threshold value, altering the permeability of the membrane by
application of an external electric ﬁeld [1,2]. Many theoretical [3–
7] and experimental [6–11] approaches have been investigated in
an attempt to explain the mechanisms underlying EP, especially
those involved in gene transfer. Advanced EP devices have been
developed by combining microfabrication techniques and micro-
ﬂuidics [12–19]. EP offers several important advantages compared
to viral, chemical, and liposome-based transfection methods, in-
cluding low cost, reduced safety concerns, simple operation, and
no restriction on the cell type or properties of the exogenous
material. However, most commercial EP-based transfection
methods require the use of specialized, expensive, pulse gen-
erators to produce short electrical pulses at high voltage.B.V. This is an open access article uWe previously reported a cell electroporation and gene elec-
trotransfer in small volumes using small amounts of cells by wa-
ter-in-oil droplet actuation in a direct current (DC) electric ﬁeld
(Fig. 1). When an aqueous droplet is suspended in a dielectric li-
quid such as oil, it can be moved between a pair of electrodes upon
application of a DC electric ﬁeld (droplet bouncing) [20,21]. Our
previous study showed that Escherichia coli cells were transformed
by the bouncing motion of a droplet containing the bacterial cells
and plasmid DNA [22]. In addition, we found that a more intense
electric ﬁeld can induce droplet elongation, leading to in-
stantaneous short circuiting caused by the droplet contacting the
two electrodes simultaneously. The electric pulses delivered to the
cells suspended in the droplet are those linked to these “shorts”.
Small pores could be made in the cell membrane during the
shorts, allowing the gene electrotransfer. Our further investigation
demonstrated efﬁcient transfection of mammalian cells by the
droplet actuation in a DC electric ﬁeld [23]; this methodology is
termed “droplet EP” in this paper. However, various parameters
affecting the efﬁciency of droplet EP, such as applied voltage,
concentration and exogenous DNA concentration, have not been
elucidated for a given electrode geometry. Investigating the effects
of these parameters on cell viability and gene expression couldnder the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
Fig. 1. Schematic illustration of water-in-oil droplet EP.
Fig. 2. Experimental setup for droplet EP investigated in this study.
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the mechanism underlying this novel gene transfer method.
The aim of this study is to characterize the factors affecting the
efﬁciency of droplet EP by systematically varying the applied
voltage, number of short circuits, type of EP medium (electric
conductivity), concentration of exogenous DNA, and size of the
droplet. A luciferase-expressing plasmid DNA was used as the
exogenous DNA and high-throughput assays were conducted in
96-well plates. The results of this investigation provided condi-
tions for efﬁcient droplet EP. Furthermore, we also investigated the
formation of transient pores on the cell membrane using a cell-
impermeable nucleic acid staining dye (YO-PRO-1 uptake assay).
Finally, transfection efﬁciency was evaluated by expression of
ﬂuorescent protein (Venus, improved yellow ﬂuorescent protein)
and by ﬂow cytometry under the optimized conditions identiﬁed
from the luciferase-expressing experiments.2. Materials and methods
2.1. Cell culture
Human embryonic kidney (HEK) 293 cells (JCRB Cell Bank)
were grown in Dulbecco's modiﬁed Eagle's medium (DMEM)
supplemented with 4 mM L-glutamine (Wako Pure Chemicals),
10% fetal bovine serum (FBS, One Shot™ fetal bovine serum,
Thermo Fisher Scientiﬁc), and penicillin/streptomycin (PS) (Wako
Pure Chemicals) at 37 °C, 5% CO2. Cells at 50–70% conﬂuence in T25
ﬂasks were treated with 0.25% trypsin-EDTA (Wako Pure Chemi-
cals), harvested by centrifugation, and suspended in DMEM/10%
FBS/PS. The cells were then washed with droplet EP medium be-
fore ﬁnal re-suspension in the same medium and the cell con-
centration was adjusted. Four types of droplet EP medium were
used: (1) DMEM with or without 10% FBS, (2) Dulbecco's phos-
phate-buffered saline without magnesium chloride and calcium
chloride (D-PBS (-), Wako Pure Chemicals), (3) a low ionic strength
0.28 M mannitol, and (4) a mixture of D-PBS (-) and 0.28 M man-
nitol (at a 1:1 ratio).
2.2. Plasmid DNA preparation
Gene expression after droplet EP was conﬁrmed using two
types of plasmid DNA. For the luminometric assay of luciferase
expression, pGL4.51 [luc2/CMV/Neo] vector (Promega), a 6358 bp
plasmid DNA encoding ﬁreﬂy luciferase, was ampliﬁed in Escher-
ichia coli DH5α and puriﬁed using a QIAGEN Plasmid Maxi kit
(Qiagen) according to the manufacturer's protocol. For the ﬂuor-
escent protein expression and ﬂow cytometry assays, the Venus
yellow ﬂuorescent protein vector provided by Prof. A. Miyawaki(Brain Science Institute, RIKEN) was used [23,24]. The ampliﬁca-
tion and puriﬁcation procedures used in these assays were the
same as for the luciferase-expressing vector. Following puriﬁca-
tion, endotoxin was removed using an endotoxin removal kit
(MiraCLEANs, Mirus). The puriﬁed plasmid DNAs were dissolved
in sterile water and the concentration of each DNA solution was
determined using a UV–vis spectrometer (GeneQuant1300, GE
Healthcare).
2.3. Water-in-oil droplet electroporation
Fig. 2 shows the experimental setup for droplet EP used in this
study. A 24-well cell culture plate (TPP) was used as an oil re-
servoir. One well of the plate was ﬁrst ﬁlled with 1.5 mL of ﬂuor-
ocarbon oil (Fluorinert™ FC-96, 3M), then 1 mL of silicone oil
(KF96-1, 100 cSt kinematic viscosity, 2.74 dielectric constant,
965 kg/m3 density; Shin-Etsu Chemical Co.) without surfactant
was added. A pair of pin electrodes (one ground, one high-voltage
(HV)), kindly manufactured by Nepa Gene Co., Ltd., was set in the
well. The gap between the electrodes was 6 mm. The appropriately
prepared cell suspension (2.0–4.0 μl) was dispensed in the silicone
oil and a high voltage was then supplied using a DC HV power
supply (HAR-30R10; Matsusada Precision Inc.). During DC HV ap-
plication, the intense electric ﬁeld can induce droplet deformation,
leading to instantaneous short circuiting caused by the droplet
contacting the two electrodes simultaneously. Short circuiting
produces a distinctive sound and the number of shorts was
counted. Typically, only one short was allowed to occur in one
experiment and the DC HV power supply was turned off manually
following the designated number of shorts. Following droplet EP,
the droplet was recovered and transferred to an appropriate
medium for further experiments.
2.4. Cell viability and luciferase expression measurement
Cell viability and gene expression measurements were con-
ducted in a single well of a 96-well plate using a ONE-Glo™þTox
luciferase reporter and cell viability assay kit (Promega). The cell
viability assay and luciferase expression assay are based on a
ﬂuorometric measurement and a luminometric measurement,
respectively. The effects of applied voltage, number of short cir-
cuits, EP medium, concentration of DNA, and the volume of the
droplet on cell viability and luciferase expression were in-
vestigated. An appropriate amount of the luciferase-expressing
plasmid DNA was added to the cell suspension prepared as de-
scribed above, then the suspension was dispensed into the oil and
droplet EP was performed. The droplet was then transferred to
100 μl of DMEM/10% FBS/PS in a 96-well opaque microplate (Nunc
LumiNunc 96-well plate, Thermo Fisher Scientiﬁc). Following 24 h
incubation at 37 °C, 5% CO2, cell viability and luciferase expression
were measured using a multimode microplate reader (Varioskan
Flash, Thermo Fisher Scientiﬁc) according to the manufacturer's
protocol.
Fig. 3. Cell viability (open circle with line) and luciferase activity (bar) 24 h after
droplet EP. Data are expressed as the mean7standard deviation (SD) (n¼3–4). The
conditions were: droplet EP medium: DMEM w/o serum, volume of the droplet:
3 μl, amount of plasmid DNA: 250 ng, cell number: 10,000, number of shorts:
1 short.
Table 1
Experimental parameters for cell viability and luciferase expression.
Figure # # of
shorts
EP buffer Amount of
DNA [ng]
Cell #
[104]
Droplet
vol. [μl]
(DNA conc.
[ng/μl])
(cell conc.
[104/μl])
3 1 DMEM w/o FBS 250 (83.3) 1.0 (0.33) 3.0
4
(a), (f) 1, 2, 3 DMEM w/o FBS 250 (83.3) 1.0 (0.33) 3.0
D-PBS(-)
(b), (g) 1 0.28 M mannitol 250 (83.3) 1.0 (0.33) 3.0
D-PBSþmannitol
(1:1)
62.5 (20.8)
(c), (h) 1 DMEM w/o FBS 125 (41.7) 1.0 (0.33) 3.0
250 (83.3)
250 (125) 1.0 (0.5) 2.0
(d), (i) 1 DMEM w/o FBS 250 (83.3) 1.0 (0.33) 3.0
250 (62.5) 1.0 (0.25) 4.0
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croscopic observation
Transient membrane pore formation during droplet EP was
conﬁrmed using the YO-PRO-1 uptake assay, conducted as pre-
viously described with some modiﬁcations [23,25]. YO-PRO-1 was
purchased from Life Technologies. A 3.0 μl droplet containing
1.0104 HEK293 cells suspended in DMEM with 10% FBS and
1 μM YO-PRO-1 was added to the silicone oil and droplet EP was
performed. The droplet was transferred to 100 μl of DMEM with
1 μM YO-PRO-1 in a 96-well opaque microplate (Immuno Stan-
dard Modules Black, Thermo Fisher Scientiﬁc). After 1 h incubation
at 37 °C, 5% CO2, the ﬂuorescence of the cells was measured by the
multimode microplate reader using 485/528 nm (excitation/
emission) wavelengths, in accordance with the ﬂuorescence
properties of YO-PRO-1. Cell proliferation and YO-PRO-1 uptake
after droplet EP were conﬁrmed by transferring the droplet to
DMEM/10% FBS/PS and μ1 M YO-PRO-1 in an 8-well cover glass
chamber (Nunc™ Lab-Tek™ II cover glass chamber, Thermo Fisher
Scientiﬁc) and incubating for 24 h at 37 °C, 5% CO2. The cells were
subsequently microscopically observed using an inverted ﬂuores-
cence microscope (TE-2000U; Nikon) equipped with a 10 ob-
jective lens (Plan Fluor; Nikon) and a digital camera (D5000;
Nikon).
2.6. Expression of ﬂuorescent protein and ﬂow cytometry
A 2.0 μl aliquot of DMEM without serum containing 1.0104
HEK293 cells and 0.75 μg of Venus-expressing plasmid DNA was
added to the silicone oil. The number of shorts was set to one. At
least ten droplets were subjected to droplet EP to obtain each
experimental data point, and each droplet was transferred to a
separate well of a 24-well cell culture plate containing 400 μl of
DMEM/10% FBS/PS, then incubated for 48 h at 37 °C, 5% CO2. Mi-
croscopic observation was subsequently conducted to conﬁrm
Venus expression, as described above. The cell culture was then
trypsinized, harvested by centrifugation, and suspended in buffer
containing D-PBS (-) and 7-amino-actinomycin D (7-AAD, Beckman
Coulter, Inc.) to stain the dead cells. Venus expression and cell
viability were measured by ﬂow cytometry with a CytoFLEX ﬂow
cytometer (Beckman Coulter, Inc.). At least 10,000 cells were
analyzed for each experimental point. Transfection efﬁciency was
calculated by dividing the number of Venus-expressing cells (Ve-
nus positive) by the number of live cells (7-AAD negative). Viabi-
lity was calculated by dividing the number of 7-AAD positive cells
by the number of all counted cells.(e), (j) 1 DMEM w/o FBS 500, 1000
(250)
0.5, 1.0
(0.25)
2.0, 4.03. Results
3.1. Cell viability and luciferase expression
Fig. 3 shows cell viability and luciferase activity 24 h after
droplet EP. The results obtained using two negative controls are
also shown, where “Ctrl” means that an aliquot of the cell sus-
pension was directly added to the 96-well plate, and “Ctrl (oil)”
means that another aliquot of the same suspension was dispersed
in silicone oil, kept for 3 min without applying DC HV, then
transferred into the 96-well plate. The conditions used were
summarized in Table 1. In conventional electroporation, if the
applied voltage is too high, the pores formed in the cell mem-
branes will be too large resulting in cell death. If the voltage is too
low, the pore sizes will be inadequate for DNA to cross the cell
membranes, resulting in unsuccessful gene expression. Thus,
electroporation produces a trade-off between viability and trans-
fection efﬁciency. The results shown in Fig. 3 indicate that cellviability gradually decreased with increasing applied voltage. On
the other hand, luciferase activities markedly increased compared
with negative control (without DC HV application). However, sig-
niﬁcant differences in luciferase activities were not observed in the
range of an applied voltage of 2.5–3.5 kV. This could be attributed
to well-based ﬂuorometric (viability) and luminometric (luciferase
expression) assays. The One-Glo™þTox luciferase reporter and
cell viability kit enables simultaneous measurement of the relative
number of viable cells and luciferase activity in a cell culture po-
pulation. Although this approach is very useful to determine how
experimental parameters inﬂuence transfection, data obtained
from a microplate reader are the sum of the amount of lumines-
cence in the well containing both live and dead cells. The viability
at 3.5 kV clearly decreased compared to 3.0 kV of applied voltage,
but a signiﬁcant difference in luciferase activities was not
Fig. 4. Cell viability (a)–(e) and luciferase activity (f)–(j) 24 h after droplet EP using various experimental conditions. Data are expressed as the mean7standard deviation
(SD) (n¼3–4). The experimental variables for each result were: (a) and (f): number of shorts, (b) and (g): droplet EP medium, (c) and (h): concentration of DNA, (d) and (i):
size of droplet, keeping the number of cells and amount of DNA in each droplet constant, and (e) and (j) size of droplet, keeping the concentrations of cells and DNA in each
droplet constant.
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be obtained compared with 3.0 kV. The results shown in Fig. 3
demonstrate that the applied voltage signiﬁcantly affects the
outcome of droplet EP and therefore applied voltage was used as
an experimental variable in the following experiments.
Fig. 4 shows the effect of applied voltage, number of shorts,
droplet EP medium, concentration of plasmid DNA, and volume of
the droplet on cell viability and luciferase expression 24 h after
droplet EP. Detailed experimental parameters are summarized in
Table 1. Experimental data in a pair of viability and luciferase ac-
tivity were obtained by using a cell suspension prepared with a
single cell culture. However, each pair of the data was obtained on
different days. Therefore, the cell health under different cell con-
ditions, such as the number of passages, conﬂuency before droplet
EP, was not completely the same in different experimental para-
meters. It could be attributed that some of the same experimental
conditions showed different results in Fig. 4. In addition, our
previous results based on trypan blue assay demonstrated that the
use of silicone oil had little effect on the viability of HEK293 cells
in water-in-oil droplets [23]. However, the viability of “Ctrl (oil)” in
Fig. 4 varied from 120% to 60%. One possible reason for this could
be the sequence of the experiment. In this experiment, the cell
suspension without any treatment was initially transferred in a
96-well plate, then droplet EP was performed in order. Finally, the
same suspension was dispersed in silicone oil, kept for 3 min
without applying DC HV, then transferred into the 96-well plate.
Therefore, cells in “Ctrl (oil)” were kept in suspension for a long
time, which could have contributed to the cell health in this ex-
periment. The other possible reason is transferring the droplet
from the oil to a 96-well plate. This is one of the drawbacks of this
transfection method. It is difﬁcult to completely recover the trea-
ted cells. Thus this process could affect the reproducibility of the
measurement of viability and luciferase activity.
Fig. 4(a) and (f) show the effect of the number of shorts. The
distinctive sound caused by shorts meant each short could be
counted. The applied voltage was varied from 2.5 to 4.0 kV. Fig. 4
(a) indicates that cell viability was affected by increasing both the
applied voltage and the number of shorts, with both stronger
electric ﬁelds and an increased number of shorts inducing more
cellular damage. Fig. 4(f) shows a increase in luciferase activity
with droplet EP, consistent with the results shown in Fig. 3,
whereas the number of shorts did not apparently affect gene ex-
pression. As stated previously, decreased luciferase activity is
likely attributable to lower cell viability.
Fig. 4(b) and (g) show the effect of the EP medium on viability
and luciferase activity using applied voltages in the range 2.0–
3.2 kV. The three media tested were: (1) D-PBS (-), (2) a low ionic
strength 0.28 M mannitol, and (3) a mixture of D-PBS (-) and
0.28 M mannitol (at a ratio of 1:1). The electrical conductivities of
the media measured using a conductivity meter (Thermo Scien-
tiﬁc) were 15.8 mS/cm, 8.9 μS/cm, and 8.7 mS/cm, respectively. In
the other experiments, DMEM without serum was used as the EP
medium; the conductivity of this medium is almost the same as
that of D-PBS (-), and cell viability and luciferase expression after
droplet EP in DMEM without serum showed a similar trend to that
observed using D-PBS (-) (data not shown).
The threshold voltage required for droplet deformation was
dependent on the electrical conductivity of the droplet EP med-
ium. No droplet deformation was observed at an applied voltage of
2.0 kV using D-PBS (-) and the mixture of D-PBS (-) and 0.28 M
mannitol. Therefore, droplet bouncing, described in the introduc-
tion, was conducted for 3 min at 2.0 kV in both media. Further-
more, no droplet deformation was observed at applied voltages of
2.0 and 2.3 kV using the 0.28 M mannitol and so droplet bouncing
was conducted for 3 min at 2.0 and 2.3 kV in this media. Fig. 4
(b) shows that cell viability in low electrical conductivity mediadecreased drastically with increasing applied voltage compared to
when the cells were in high electrical conductivity media, con-
sistent with the threshold voltage required for droplet deforma-
tion. Although cell viability in mannitol and PBSþmannitol
showed similar trend, luciferase activity was not observed in the
case of mannitol as shown in Fig. 4(g). This suggests that electric
current in the electric pulsation could be required for sufﬁcient
gene electrotransfer.
Fig. 4(c) and (h) show the effect of the concentration of exo-
genous DNA on cell viability and luciferase activity in DMEM w/o
serum and keeping all the other parameters the same as described
above. Fig. 4(c) shows that the effect of the concentration of DNA
on cell viability was smaller than the effect of the number of
shorts, whereas luciferase activity was strongly affected by the
concentration of exogenous DNA for each applied voltage (Fig. 4
(h)), with an increasing concentration of DNA resulting in en-
hanced gene expression, as generally reported. Viability plotted in
Fig. 4(c) expect at 2.0 kV, 83.3 ng/μl was relatively high compared
with the other graphs seen in Fig. 4. In addition, the viability at
2.0 kV, 83.3 ng/μl was particularly low compared with the other
applied voltage. Therefore this low viability could be attributed to
some experimental error including transferring the droplet from
the oil to a 96 well plate, as mentioned above. Fig. 4(d) and
(i) show the effect of size of the droplet as it was varied between
2.0, 3.0, and 4.0 μl. Therefore, a smaller droplet contained both
cells and DNA at higher concentration. Fig. 4(d) shows that the
viability 24 h after droplet EP was not affected by the volume of
the droplets but was affected by the number of shorts, consistent
with the effect of the concentration of DNA (Fig. 4(c)). In contrast,
Fig. 4(i) shows a marked decrease in luciferase expression with an
increase in the volume of the droplets, suggesting that a smaller
droplet with a higher concentration of cells and DNA results in
more efﬁcient transfection. However, the volume of the droplet
should be correlated with the deformation of the droplet. In par-
ticular, smaller droplet should be more ﬂattened at the moment of
the short, a higher electric ﬁeld could be created. Therefore, cells
inside the droplet would be exposed to different electrical ﬁeld
intensities depending on the volume of the droplet. To examine
the effect of the volume of the droplet on viability and luciferase
expression while keeping the cell and DNA concentrations the
same, a 2.5103 cells/μl cell suspension containing 250 ng/μl
plasmid DNA was prepared in DMEM without FBS. In one ex-
periment, 4.0 μl droplets were subjected to droplet EP, then the
droplet was transferred to one well of a 96-well plate. In a second
experiment, two 2.0 μl droplets were separately subjected to
droplet EP, then both droplets were transferred to the same well of
a 96-well plate. This experimental procedure allowed evaluation
of the effect of the size of the droplet on droplet EP when main-
taining the same cell and DNA concentration and the results are
shown in Fig. 4(e) and (j). Fig. 4(e) indicates that the cell viability
decreased as the applied voltage increased and that viability de-
creased as the size of the droplet decreased. This suggests that
both stronger electric ﬁelds and much smaller droplet size cause
more cellular damage. However, luciferase activity was notably
increased as the volume of the droplet decreased for each applied
voltage (Fig. 4(j)) and again this can be attributed to the electric
ﬁeld strength being stronger in smaller sized droplets.
3.2. YO-PRO-1 uptake assay
The results of the YO-PRO-1 uptake assays are shown in Fig. 5.
A cell-impermeable nucleic acid staining dye YO-PRO-1 was used
to conﬁrm the formation of transient pores on the cell membrane.
Fig. 5(a) shows the result of ﬂuorometric measurements 1 h after
droplet EP and shows a signiﬁcant increase in ﬂuorescence in-
tensity compared to in the absence of DC HV application.
Fig. 5. YO-PRO-1 uptake assay. (a) Fluorescence intensity 1 h after droplet EP. Data are expressed as the mean7standard deviation (SD) (n¼4). Statistical analysis was
performed using Student's t-test. Statistical signiﬁcance was recognized at *po0.05. (b) Microscopic images after 24 h incubation following droplet EP ((upper) phase
contrast (PC) (lower) ﬂuorescence (FL)).
H. Kurita et al. / Biochemistry and Biophysics Reports 8 (2016) 81–8886Furthermore, a higher applied voltage resulted in a larger increase
in ﬂuorescence intensity. However, not only transient pore for-
mation but also dead cells possibly lead to an increase in ﬂuor-
escence intensity. To investigate whether the treated cells were
viable or not, cell proliferation following droplet EP was con-
ﬁrmed. Fig. 5(b) shows the results of microscopic observation after
droplet EP and 24 h incubation. Although the number of cells that
appeared in “Ctrl” is less than one in “3.0 kV”, comparison of the
two phase contrast images shows that the morphology of the
treated cells was similar to that of the control. Thus, it can be
concluded that there is no notable difference in cell proliferation.
In contrast, the ﬂuorescent images are clearly different: cells
treated with an applied voltage of 3.0 kV were stained with YO-
PRO-1, indicating that YO-PRO-1 molecules entered the cells and
bound to intracellular nucleic acids, and that therefore transient
pores were formed during droplet EP.
3.3. Fluorescent protein expression and ﬂow cytometry
Fig. 6 shows the results of microscopic observation after droplet
EP and 48 h incubation. The amount of DNA was increased
(750 ng/2.0 μl-droplet) to provide sufﬁcient ﬂuorescence intensity.
Fig. 6(a) shows phase contrast and ﬂuorescent images without HV
treatment and after 48 h incubation. Consistent with the results in
Fig. 5(b), cell proliferation was observed whereas Venus expres-
sion was not. Fig. 6(b) and (c) show phase contrast and ﬂuorescentFig. 6. Microscopic images of ﬂuorescent protein expressing cells after 48 h incubati
(a) Without droplet EP, (b) 2.0 kV applied voltage, and (c) 3.0 kV applied voltage. Scaleimages after droplet EP with an applied voltage of 2.0 kV or 3.0 kV,
respectively, and subsequent 48 h incubation. Comparison of Fig. 6
(b) and(c) with Fig. 6(a) shows no notable difference in cell pro-
liferation. In contrast, healthy cells with signiﬁcant signal intensity
are observed in Fig. 6(b) and (c). In addition, comparison of the
ﬂuorescent images in Fig. 6(b) and (c) shows a larger number of
Venus expressing cells with higher ﬂuorescence intensity in Fig. 6
(c). Table 2 summarizes the viability and the transfection efﬁciency
after droplet EP and 48 h incubation. The results show that cell
viability gradually decreased with increasing applied voltage, and
the expression of ﬂuorescent protein was enhanced with increas-
ing applied voltage. This result agreed with the luciferase-ex-
pression experiment.4. Discussion
In this paper, various experimental parameters of the droplet
EP method were examined to characterize our method. As shown
in Figs. 3 and 4, an increase in the applied voltage resulted in
decreased cell viability and enhanced gene expression. The data
shown in Fig. 5 indicate that the formation of transient pores
during droplet EP and uptake of cell impermeable molecules were
enhanced by increasing the applied voltage. The Venus expression
experiment showed that cell viability as measured by ﬂow cyto-
metry was consistent with the data shown in Figs. 3 and 4, and theon following droplet EP ((upper) phase contrast (PC) (lower) ﬂuorescence (FL)).
bars: 100 mm.
Table 2
Viability and transfection efﬁciency after 48 h incubation following droplet EP.
Experimental condition Viability (%) Transfection efﬁciency (%)
Ctrl 98 0.1
2.0 kV 96 1.0
3.0 kV 69 13.0
H. Kurita et al. / Biochemistry and Biophysics Reports 8 (2016) 81–88 87Venus and luciferase expression data showed similar trends. Taken
together, the results suggest that the electric ﬁeld strength is the
most critical experimental parameter affecting cell viability, gene
expression, and transient pore formation, the latter of which is
essential for transfection. This ﬁnding suggests that the mechan-
ism underlying droplet EP is similar to that of conventional EP. In
addition, Fig. 4(a) indicates that cell viability decreased as the
number of shorts increased. The short corresponds to the pulsed
electric ﬁeld in conventional EP and further supports our conclu-
sion that droplet EP is similar to conventional EP. The application
of both theoretical and experimental techniques, such as uptake of
cell impermeable material and reporter gene expression, showed
that higher electric ﬁeld strength induces a larger number of
transient membrane pores in conventional EP [2,25–27]. Since YO-
PRO-1 uptake and gene expression observed in this study showed
similar trends with conventional EP, it appears that the size and
number of transient pores generated by application of a pulsed
electric ﬁeld are the dominant parameters affecting the efﬁciency
of transfection. Our results indicate that approximately 3.0 kV,
which is equivalent to an electric ﬁeld strength of 5.0 kV/cm, is
optimal for the experimental conﬁguration used here. However, a
more intense electric ﬁeld 45.0 kV/cm would be generated near
the wire electrodes due to the “edge” effect, as mentioned in the
previous report [23]. In addition, the optimum electric ﬁeld
strength will be dependent on the cell line, and therefore further
studies are required using different cell lines.
Fig. 4(b) indicates that the electrical conductivity of the droplet
EP medium affects cell viability, with viability being drastically
decreased in media with lower electrical conductivity as the ap-
plied voltage increased. This drastic change in cell viability arises
from the threshold voltage for droplet deformation. In addition,
luciferase activity was not observed in the case of mannitol as
shown in Fig. 4(g). This suggests that electric current in the electric
pulsation could be required. However, further electrical con-
ductivity experiments are required to provide more experimental
data points. Fig. 4(h) and (i) indicate that an increase in the con-
centration of DNA and a decrease in the volume of the droplet
notably enhance luciferase expression, suggesting that both the
concentration of DNA and the cells strongly inﬂuence gene ex-
pression due to an increase in the frequency of collisions between
cells and DNA molecules during droplet EP. One of the advantage
of droplet EP is that a smaller volume of cell suspension is required
compared with conventional EP, perhaps allowing EP using much
higher concentrations of cells and DNA than is possible with
conventional EP. Fig. 4(e) and (j) clearly show that the volume of
the droplet affects viability and gene expression after droplet EP
and may be correlated with deformation of the droplet. As shown
in Fig. 1, instantaneous short circuiting caused by the droplet
causes an extension of the long axis of the droplet until the droplet
spans the distance between the electrodes. The lower viability and
higher luciferase activity with a smaller droplet indicate that the
cells inside the droplet were exposed to higher electric ﬁeld. The
possible reason is that the thickness of the expanded droplet could
affect the electric ﬁeld forming at the tips of the expanded droplet.
Although the current value has not been measured yet, a smaller
droplet might lead to an increase of current density and it could
also affect the transfection, as suggested in previous report [28].The characteristics of the electrical pulse delivered by droplet
deformation and the correlation with the transfection will be in-
vestigated in future work.
Although the transfection efﬁciency of EP depends on various
experimental conditions such as the cell line, conﬂuency of the
cells, and pulse parameters, typical EP using commercially avail-
able equipment provides transfection efﬁciency of 10–20% [27,29].
Therefore, the transfection efﬁciency of our method is comparable,
as summarized in Table 2, as was cell viability, but in contrast with
conventional methods, an expensive pulse generator and special
reagents are not required. In addition, droplet EP works well with
5000–10,000 cells, a number well suited for typical multi-well
plate experiments. This enables high-throughput assays and may
ﬁnd applications in life science, for example, in the functional
analysis of speciﬁc genes, chemicals, and possibly signaling path-
ways. However, the reproducibility and operability of the droplet
EP method requires improvement for these future applications
and this can be addressed by improving the experimental setup.5. Conclusion
This paper describes the characterization of droplet EP by
varying various experimental parameters and demonstrates that
the electric ﬁeld strength is the most critical experimental para-
meter affecting cell viability, gene expression, and transient pore
formation, which is essential for transfection. Our ﬁndings suggest
that droplet EP is similar to conventional EP. The number of shorts
and electrical conductivity of the medium also affect cell viability.
A higher concentration of cells and DNA in the droplet aids efﬁ-
cient transfection. The volume of the droplet affects viability and
gene expression after droplet EP and may be correlated with de-
formation of the droplet. Droplet deformation under the DC
electric ﬁeld is critical in our electroporation method.Acknowledgment
This work was supported by a Grant-in-Aid for Young Scientists
(B) (24760648 to H.K.) and a Grant-in-Aid for Scientiﬁc Research
(C) (24590350 to R.N. and 26390096 to H.K.) from the Japan So-
ciety for the Promotion of Science (JSPS), and a Grant-in-Aid for
Scientiﬁc Research in Innovative Areas “Plasma Medical Innova-
tion” (24108005 to A.M.) from the Ministry of Education, Culture,
Sports, Science and Technology (MEXT), Japan. R.N. was also sup-
ported in part by Takeda Science Foundation and The Tatematsu
Foundation. We would like to thank Prof. A. Miyawaki of BSI, RI-
KEN for providing the plasmids encoding ﬂuorescent protein. The
electrodes were provided by Nepa Gene Co., Ltd.Appendix A. Transparency document
Transparency document associated with this article can be
found in the online version at http://dx.doi.org/10.1016/j.bbrep.
2016.08.001.References
[1] E. Neumann, M. Schaefer-Ridder, Y. Wang, P.H. Hofschneider, Gene transfer
into mouse lyoma cells by electroporation in high electric ﬁelds, EMBO J. 1 (7)
(1982) 841–845.
[2] M.L. Yarmush, A. Golberg, G. Serša, T. Kotnik, D. Miklavčič, Electroporation-
based technologies for medicine: principles, applications, and challenges,
Annu. Rev. Biomed. Eng. 16 (2014) 295–320.
[3] C. Chen, S.W. Smye, M.P. Robinson, J.A. Evans, Membrane electroporation
H. Kurita et al. / Biochemistry and Biophysics Reports 8 (2016) 81–8888theories: a review, Med. Biol. Eng. Comput. 44 (1–2) (2006) 5–14.
[4] W. Krassowska, P.D. Filev, Modeling electroporation in a single cell, Biophys. J.
92 (2) (2007) 404–417.
[5] M. Pavlin, D. Miklavčič, The effective conductivity and the induced trans-
membrane potential in dense cell system exposed to DC and AC electric ﬁelds,
IEEE Trans. Plasma Sci. 37 (1) (2009) 99–106.
[6] G. Pucihar, T. Kotnik, D. Miklavčič, J. Teissié, Kinetics of transmembrane
transport of small molecules into electropermeabilized cells, Biophys. J. 95 (6)
(2008) 2837–2848.
[7] M. Pavlin, M. Kandušer, New insights into the mechanisms of gene electro-
transfer – experimental and theoretical analysis, Sci. Rep. 5 (2015) 9132.
[8] M. Golzio, J. Teissié, M.-P. Rols, Direct visualization at the single-cell level of
electrically mediated gene delivery, Proc. Natl. Acad. Sci. USA 99 (3) (2002)
1292–1297.
[9] A. Paganin-Gioanni, E. Bellard, J.M. Escoffre, M.-P. Rols, J. Teissié, M. Golzio,
Direct visualization at the single-cell level of siRNA electrotransfer into cancer
cells, Proc. Natl. Acad. Sci. USA 108 (26) (2011) 10443–10447.
[10] S. Haberl, M. Kandušer, K. Flisar, D. Hodžić, V.B. Bregar, D. Miklavčič, J.-
M. Escoffre, M.-P. Rols, M. Pavlin, Effect of different parameters used for in
vitro gene electrotransfer on gene expression efﬁciency, cell viability and vi-
sualization of plasmid DNA at the membrane level, J. Gene Med. 15 (5) (2013)
169–181.
[11] C. Rosazza, A. Buntz, T. Rieß, D. Wöll, A. Zumbusch, M.-P. Rols, Intracellular
tracking of single-plasmid DNA particles after delivery by electroporation, Mol.
Ther. 21 (12) (2013) 2217–2226.
[12] H. Lu, M.A. Schmidt, K.F. Jensen, A microﬂuidic electroporation device for cell
lysis, Lab Chip 5 (2005) 23–29.
[13] H.-Y. Wang, A.K. Bhunia, C. Lu, A microﬂuidic ﬂow-through device for high
throughput electrical lysis of bacterial cells based on continuous DC voltage,
Biosens. Bioelectron. 22 (5) (2006) 582–588.
[14] E.G. Guignet, T. Meyer, Suspended-drop electroporation for high-throughput
delivery of biomolecules into cells, Nat. Methods 5 (5) (2008) 393–395.
[15] T. Geng, Y. Zhan, H.-Y. Wang, S.R. Witting, K. Cornetta, C. Lu, Flow-through
electroporation based on constant voltage for large-volume transfection of
cells, J. Control. Release 144 (1) (2010) 91–100.
[16] H. Huang, Z. Wei, Y. Huang, D. Zhao, L. Zheng, T. Cai, M. Wu, W. Wang, X. Ding,
Z. Zhou, Q. Du, Z. Li, Z. Liang, An efﬁcient and high-throughput electroporation
microchip applicable for siRNA delivery, Lab Chip 11 (1) (2011) 163–172.
[17] A. Adamo, A. Arione, A. Sharei, K.F. Jensen, Flow-through comb electroporation
device for delivery of macromolecules, Anal. Chem. 85 (3) (2013) 1637–1641.
[18] C.I. Trainito, O. Français, B. Le Piouﬂe, Monitoring the permeabilization of asingle cell in a microﬂuidic device, through the estimation of its dielectric
properties based on combined dielectrophoresis and electrorotation in situ
experiments, Electrophoresis 36 (9–10) (2015) 1115–1122.
[19] D. Zhao, D. Huang, Y. Li, M. Wu, W. Zhong, Q. Cheng, X. Wang, Y. Wu, X. Zhou,
Z. Wei, Z. Li, Z. Liang, A ﬂow-through cell electroporation device for rapidly
and efﬁciently transfecting massive amounts of cells in vitro and ex vivo, Sci.
Rep. 6 (2016) 18469.
[20] M. Hase, S.N. Watanabe, K. Yoshikawa, Rhythmic motion of a droplet under a
dc electric ﬁeld, Phys. Rev. E – Stat. Nonlinear Soft Matter Phys. 74 (4) (2006)
046301.
[21] D.J. Im, J. Noh, N.W. Yi, J. Park, I.S. Kang, Inﬂuences of electric ﬁeld on living
cells in a charged water-in-oil droplet under electrophoretic actuation, Bio-
microﬂuidics 5 (4) (2011) 044112.
[22] A. Asada, H. Aoki, H. Kurita, A. Antoniu, H. Yasuda, K. Takashima, A. Mizuno, A
novel gene transformation technique using water-in-oil droplet in an elec-
trostatic ﬁeld, IEEE Trans. Ind. Appl. 49 (1) (2013) 311–315.
[23] H. Kurita, S. Takahashi, A. Asada, M. Matsuo, K. Kishikawa, A. Mizuno,
R. Numano, Novel parallelized electroporation by electrostatic manipulation of
a water-in-oil droplet as a microreactor, PLoS One 10 (12) (2015) e0144254.
[24] T. Nagai, A. Sawano, E.S. Park, A. Miyawaki, Circularly permuted green ﬂuor-
escent proteins engineered to sense Ca2þ , Proc. Natl. Acad. Sci. USA 98 (6)
(2001) 3197–3202.
[25] Dermol, J., Pakhomova, O.N., Xiao, S., Pakhomov, A.G., Miklavčič, D., 2016. In:
Proceedings of the 1st World Congress on Electroporation and Pulsed Electric
Fields in Biology, Medicine and Food & Environmental Technologies. Portorož,
Slovenia, 6–10 September 2015. Springer Singapore. Ch. Cell Sensitization is
Induced by a Wide Range of Permeabilizing Electric Fields, pp. 163–166.
[26] A. Pakhomov, E. Gianulis, P. Vernier, I. Semenov, S. Xiao, O. Pakhomova,
Multiple nanosecond electric pulses increase the number but not the size of
long-lived nanopores in the cell membrane, Biochim. Biophys. Acta – Bio-
membr. 1848 (4) (2015) 958–966.
[27] I. Marjanovič, S. Haberl, D. Miklavčič, M. Kandušer, M. Pavlin, Analysis and
comparison of electrical pulse parameters for gene electrotransfer of two
different cell lines, J. Membr. Biol. 236 (1) (2010) 97–105.
[28] H. Shintaku, K. Hakamada, H. Fujimoto, T. Nagata, J. Miyake, S. Kawano,
Measurement of local electric ﬁeld in microdevices for low-voltage electro-
poration of adherent cells, Microsyst. Technol. 20 (2) (2014) 303–313.
[29] I. Marjanovič, M. Kandušer, D. Miklavčič, M. Keber, M. Pavlin, Comparison of
ﬂow cytometry, ﬂuorescence microscopy and spectroﬂuorometry for analysis
of gene electrotransfer efﬁciency, J. Membr. Biol. 247 (12) (2014) 1259–1267.
